Abstract
Introduction
Numerous observational and intervention studies have proven beneficial effects of the n-3 polyunsaturated fatty acids (PUFAs) eicosapentaenoic acid (EPA) and docosahexaenoic acid (DHA) in inflammatory diseases, including atherosclerosis [1] , and cancer [2] . The vascular endothelium is altered in the initiation and development of atherosclerosis [3] , and in the aberrant angiogenesis [4] occurring in plaque instability, diabetes, and solid cancer [5] , and appears to be an important target for such effects [6] .
Although several recent studies have demonstrated that n-3 PUFAs may positively affect endothelial dysfunction [7] , a comprehensive evaluation of the endothelial genomic effects exerted by n-3 PUFAs is lacking [8] . Microarray analysis, the high-throughput genomic tool that allows the simultaneous comparison of thousands of genes, is a useful tool to investigate pathophysiological mechanisms involved in a variety of human diseases, including atherosclerosis [9] , and cancer [10] , in a fashion not biased or restricted by a priori hypotheses. Cluster analysis of resulting data on transcriptional profiling also has the potential of revealing distinctive patterns of gene expression, thus providing novel information on the influence of n-3 PUFAs in vascular pathophysiology.
With this background, we here assessed by microarray analysis the global pattern of changes in gene expression occurring in cultured human endothelial cells exposed to DHA under proinflammatory conditions.
Materials and Methods

Materials
DHA (22:6 n-3 all cis) was obtained as 99% pure sodium salts from Nu-Chek (Elysian, MN, USA). All other reagents were purchased from Sigma-Aldrich (St. Louis, MO, USA).
For further details, see S1 File.
Cell isolation and culture
Human umbilical vein endothelial cells (HUVECs) were harvested and maintained as described previously [11] . In particular, human cells were obtained from discarded umbilical veins, and treated anonymously, conforming with the principles outlined in the Declaration of Helsinki. The authors did not collect the tissues themselves, and cells were anonymized before use by the authors. As such, approval from the University Ethics Review Board was not necessary (see ref. [12] for previous use of such internal rule). For further details, see S1 File.
instructions. Concentration and purity of RNA was determined by NanoDrop ND-1000 UV-Vis Spectrophotometry (NanoDrop Technologies, Wilmington, DE, USA). No variation in the total RNA yield was observed under the different experimental conditions tested (data not shown).
Microarray analysis
For microarray analysis, RNAs were labeled and hybridization performed using the Gene Expression Hybridization kit (Agilent Technologies Inc., Santa Clara, CA, USA) following the manufacturer's instructions. Gene expression profiles were generated using the 4x44K glass slide Whole Human Genome Oligo Microarray G4112A (Agilent Technologies). Each array assessed total RNAs from treated endothelial cells (DHA, IL-1 or DHA + IL-1), with RNA obtained from control endothelial cells (untreated endothelial cells). Raw data were processed by the GeneSpring 10 software (Agilent Technologies), as previously described [13] . Microarray data were made public by reporting them in the Gene Expression Omnibus (GEO) public database. The accession number is: GSE57825. For further details, see S1 File.
Network identification and canonical pathway analysis
Lists of genes significantly regulated by DHA and/or IL-1β were analyzed by the Ingenuity Pathways Analysis (IPA) software (Ingenuity Systems, Redwood City, CA, USA). For further details, see the S1 File.
Real-time PCR analysis
To validate microarray data, quantitative real-time PCR (qRT-PCR) was performed on the same samples used for microarrays experiments and on additional samples obtained under the same experimental conditions. Primer designs were based on the entire coding region for each gene (see Table A in S2 File). For further details, see S1 File.
Protein extraction and Western blotting
In order to verify whether the identified changes in gene expression translate in modulation of the corresponding protein HUVEC were preincubated with 50 μmol/L DHA for 48 h, followed by stimulation with 5 ng/mL IL-1β for additional 0-24 h. After this time cells were lysed and processed by sodium dodecyl sulfate-polyacrylamide gel (SDS-PAGE). For further details, see S1 File.
Knockdown of CD47 and CARD11 by small interfering RNA(siRNA)
Gene knockdown experiments were performed by transient transfection, exposing HUVECs to a pool of pre-designed siRNA (Qiagen) against CD47 (FlexiTube siRNA: Hs_CD47 _6, 7, 8), CARD11 (FlexiTube siRNA: Hs_CAR11 _1, 4, 7) or to a scrambled sequences (AllStar Negative Control siRNA, 1027281, Qiagen) using the DharmaFECT Transfection Reagent (Dharmacon, CO, USA) according to the manufacturer's protocol. For further details, see S1 File.
Statistical analysis and comparisons
Raw data were processed with the GeneSpring 10 software (Agilent Technologies), and differentially expressed RNA were identified using the Benjamini and Hochberg False Discovery Rate (FDR), with a P value for significance at set at 0.05. Student's t-test for paired observations was used for comparisons of qRT-PCR results. Data are expressed as fold change (FC).
Down-regulated genes were defined as FC <1.5, and up-regulated genes as FC >1.5. P values of 0.05 were accepted to indicate statistically significant differences.
Results
Global characterization of gene expression changes
We had previously shown that DHA, starting from 25 μmol/L for 48 h, inhibited endothelial adhesion molecule expression, without endothelial toxicity, in a setting compatible with that of maximal DHA uptake and incorporation into endothelial cell membrane phospholipids [14] . All experiments were therefore performed accordingly. Comparative analysis of DHA-treated cells and untreated control cells identified that less than 1% of interrogated genes are significantly regulated, half of which (96 genes) were increased in expression and the rest (92 genes) were decreased (Fig 1) . In contrast, 3 h stimulation with IL-1β 5 ng/mL affected a much higher number of genes, with 6.5% of the assayed gene sequences resulting in significant changes, with increased expression of 1034 genes and decreased expression of 997 other genes (Fig 1) . Globally, treatment with DHA before IL-1β stimulation altered the expression of more than 2% of the IL-1β regulated genes (Fig 1) .
Functional categorization of DHA-and IL-1β-regulated genes
Effects of DHA on endothelial baseline gene expression. The categorization of regulated genes according to their function showed that DHA per se, compared with control conditions (absence of any treatment), regulated the expression of genes mainly associated with biological processes including cancer, tissue morphology, antigen presentation, cell-to-cell signaling and interaction, and cell-mediated immune response (Table B in S2 File). Although with lower scores, categories of cardiovascular system development and function, as well as cardiovascular disease also resulted significantly affected by DHA (Table C in S2 File). Among these biological processes, the largest sets of genes modulated by DHA were functionally related to hematological neoplasms and mammary tumors (13 and 14 molecules, respectively), blood vessel remodeling, and cardiovascular tissue morphology (5 and 4 molecules, respectively), cell activation (14 molecules), leukocyte movement (10 molecules), regulation of blood pressure and cardiovascular system morphology (7 and 10 molecules, respectively). The most cited gene of cardiovascular interest were transforming growth factor (TGF)-β2, angiopoietin (ANGPT)-1 and CD47, the expression of which was reduced by 34%, 40%, and 35% respectively (with FC of 1.51, 1.67, 1.54, P<0.05% vs control) and cytochrome P 450 (CYP)4F2, increased by 152%, with a FC of 2.52 (P<0.05% vs control).
IPA identified several interesting pathways associated with DHA treatment (Fig 2) . The top canonical pathways, based on their significance (P value), included: role of Nanog in mammalian embryonic stem cell pluripotency, leukocyte extravasation signaling, tight junction signaling, and regulation of interleukin(IL)-2 expression in activated and anergic T lymphocytes. Genes included in each group of the top ten signaling pathway are listed in Table D in S2 File. When IPA was inquired for network analysis, it yielded 11 significant regulatory networks with a score >2. The number one network here ranked (score = 44, focus molecules = 22) was associated with cell movement, hematological system development and function, and immune cell trafficking (S1 Fig). Top functions of the subsequent 4 highly significant networks included cancer, lipid metabolism and cardiovascular disease.
Effect of DHA on the expression of IL-1β-regulated genes. Cell stimulation with IL-1β changed the expression of genes mainly associated with cellular development, cell death and survival, the development and function of cardiovascular and hematological systems, and tissue morphology (Table E in S2 File). Among these, most genes modulated by IL-1β appeared to be related to cell differentiation (283 genes), tumor cell proliferation (178 genes), apoptosis (315 genes), and the development of cardiovascular system and blood vessels (168 and 135 genes, respectively). Results of canonical pathway analysis again revealed several pathways as significantly associated with IL-1β stimulation (S2 Fig). The top 10 canonical pathways, ranked by their significance (P value) included: the role of IL-17A in arthritis, the activation of hepatic fibrosis/hepatic stellate cell, the role of protein kinase receptor (PKR) in interferon induction and antiviral response, the role of macrophages, fibroblasts and endothelial cells in rheumatoid arthritis, and the role of IL-17F in allergic inflammatory airway diseases.
To evaluate whether and how DHA affects the endothelial inflammatory response as by IL-1β, we compared the gene expression profile of HUVECs treated with DHA and then stimulated with IL-1β with those of HUVECs only stimulated with IL-1β. Here we selected, among genes regulated by DHA + IL-1β vs IL-1β, only those for which expression values diverged by at least of 1.5 FC from IL-1β (Tables 1 and 2) .
When classified by their function, these genes resulted associated with biological process including cancer, cell growth and proliferation, nervous system development and function, tissue development, and cardiovascular system development and function. Among such biological processes, most genes affected by DHA were related to breast and digestive system cancer (32 molecules), cell proliferation (28 molecules), and morphology of the cardiovascular system (10 molecules) (Table F in S2 File). IPA identified assorted canonical pathways associated with these genes. Ranked according to their significance (P value), they included: pigment epithelium-derived factor (PEDF) signaling, regulation of IL-2 expression in activated and anergic T lymphocytes, ultra-violet A (UVA)-induced MAPK signaling, interferon signaling, the role of tissue factor in cancer¸proliferation-inducing ligand (APRIL)-mediated signaling, and p38 MAPK signaling (Fig 3) . Genes included in each group of the top ten signaling pathway are Top ten signaling and metabolic pathways regulated by docosahexaenoic acid (DHA) in resting, unactivated conditions. For the functional categorization of genes the Fisher's exact test was used to calculate a P value (shown as bars), indicating the probability that each biological function assigned to the network is due to chance alone. The ratio represents the number of differentially expressed genes in a given pathway divided by total number of genes making up that canonical pathway. listed in Table G in S2 File. When IPA was enquired for network analysis, it yielded 6 significant regulatory networks (score>2). The first ranked network (score = 38, focus molecules = 18) (S3 Fig) was associated with cellular function and maintenance, humoral immune response and protein synthesis. Top functions of the other 5 highly significant networks were associated with drug metabolism, cell death and survival, organ morphology and cardiovascular system development and function. CD47 and CARD11 functional analysis
To best define the functional role of some genes affected by DHA in endothelial cells, we elected to silence the expression of two of them, CARD11 and CD47, and then to evaluate the Endothelial nutrigenomic effects of DHA resulting effects in terms of expression of genes potentially correlated. We selected CARD11 and CD47 because both were hypothesized to be involved in the signaling pathway leading to the activation of the pro-inflammatory master transcriptional factor nuclear factor(NF)-κB [15] . Transfections with siRNAs neither affected cell morphology, nor produced overt signs of endothelial cell damage (S4A and S4B Fig) . Analysis of CD47 and CARD11 gene expression after silencing showed a significant and specific decrease in the levels of both mRNAs, as analyzed by qRT-PCR, by >70% and >80% under basal and stimulated condition for CD47 and CARD11, respectively (S4C Fig 
Microarray analysis verification and validation
We used qRT-PCR and Western analysis to validate the microarray results for a subset of genes selected from the DHA-plus IL-1β and the DHA+ plus IL-1β experimental conditions. Target genes were chosen based upon their potential vascular regulatory functions. Among those deregulated by DHA under resting conditions, we focused our attention on the modulation of CD47 and CYP4F2 expressions. For these two genes, microarray analysis showed a down-regulation by 1.5 FC and an up-regulation by 2.52 FC, respectively. In agreement with microarray data, qRT-PCR confirmed the reduction of CD47 and the increase of CYP4F2 mRNA expressions (-40 ± 9% and +30 ± 5%, respectively, for 50 μmol/L DHA; p<0.01). Western analysis confirmed such findings in terms of protein expression (Fig 4A) . Exposure of HUVECs to IL-1β induced the expression of several well-known pro-inflammatory genes, among which those encoding for VCAM-1 (27.7 FC), for the chemokine (C-C motif) ligand (CCL)2 (also referred to as monocyte chemotactic protein (MCP)-1) (3.78 FC) and the prostaglandin-endoperoxide synthase (PTGS)-2 (also known as cyclooxygenase(COX)-2) (1.8 FC), in addition to a vast series of new unexplored genes of cardiovascular interest, such as those encoding for transforming growth factor (TGF)-β2 (2.2 FC) and phosphodiesterase (PDE)5α (5.6 FC). Analysis by qRT-PCR confirmed microarray results showing the induction of VCAM-1, MCP-1, COX-2, TGF-β2 and PDE5α upon IL-1β stimulation by 400-, 6.5-, 6-, 5-and 30-fold, respectively. We also confirmed microarray results obtained in cells exposed to DHA before IL-1β stimulation in comparison with IL-1β stimulation alone. Under these conditions, microarray analysis showed, for the DHA plus IL-1β condition, a down-regulation of TGF-β2, PDE5α and CARD11 by 2.0 and 1.9 and 2.72 FC, respectively. Such expression changes were confirmed at both qRT-PCR (-35%, -37% and -25%; respectively, S7 Fig) and Western analysis (Fig 4B) . We noticed that several other NF-κB-target genes, including VCAM-1, MCP-1 and COX-2, robustly induced by IL-1β and previously described as affected by DHA [14, 19] , did not result down-regulated by DHA in the present microarray analysis. It must however be recognized that conclusions drawn from the comparison of gene expressions under two treatments with this technique are strictly dependent upon the selection of significance criteria. In microarray analyses, these are usually set at values aimed at achieving a robust degree of specificity at the price of sensitivity. Therefore it is well possible that genes the expression of which does not achieve the pre-defined threshold are here classified as unchanged, when in reality expression level changed. In our analysis this was true, for example, for VCAM-1, MCP-1, COX-2, ICAM-1 and E-Sel, the induced expression of which, even resulting as not affected by DHA at the microarray analysis, still resulted down-regulated at qRT-PCR analysis (S7 Fig), (A) HUVECs were treated with DHA for 48 h, after which time total protein were extracted and subjected to Western analysis using an anti-CD47 and an anti-CYP4F2 antibody. As control for equal loading, blots were stripped and re-probed with an anti-β-actin antibody. CD47 and CYP4F2 representative immunoblots are shown in the lower panels, while densitometric analysis for the CD47 and CYPFF2, normalized to β-actin and expressed as fold induction over basal control, are shown in the upper panel. Bars represent mean±SD (n = 3). *P<0.05 vs basal control. (B) HUVECs were treated with/without DHA for 48 h, and then stimulated with IL-1β. After 24 h, total protein were extracted and subjected to Western analysis using antibodies against PDE5α, TGF-β2 and CARD11. As control for equal loading, blots were stripped and re-probed with an anti-β-actin antibody. Representative immunoblots are shown in the lower panels, while densitometric analysis for each protein, normalized to β-actin and expressed as fold over basal control, are shown in the upper panel. Bars represent mean±SD (n = 3). *P<0.05 vs IL-1β. doi:10.1371/journal.pone.0129652.g004
Endothelial nutrigenomic effects of DHA widely recognized as of greater sensitivity than microarray [20, 21] , and here run in parallel with a few a priori selected genes.
Discussion
This study reports on the changes in global gene expression in human endothelial cells exposed to DHA under resting and pro-inflammatory conditions. Besides confirming gene regulations previously assessed with a classical candidate-gene approach, this analysis discloses previously unsuspected genes and gene pathways affected by the exposure induced of endothelial cells to DHA, thus expanding our knowledge on biological effects of n-3 PUFAs.
Although there is still no unanimous consensus on the vasculoprotective role of n-3 PUFAs [22] , a significant number of experimental studies and clinical intervention trials have shown a protective effect for these substances derived from the intake of dietary fish or fish oil [1] . However, the probably multiple molecular mechanisms by which EPA and DHA affect cardiovascular health still remain incompletely understood [1] . To obtain a comprehensive overview of the scope of biological processes modulated by n-3 PUFAs whole-genome transcriptomic analyses have been previously performed on peripheral blood mononuclear cells (PBMCs) of human subjects taking fish oils supplements, with results suggesting a modulation by n-3 PUFAs of inflammatory-, oxidative-, endoplasmic reticulum (ER) stress-and apoptosis-regulatory pathways [21, [23] [24] [25] [26] [27] . However, studies examining the effects of n-PUFAs on whole-genome expression of endothelial cells, which are prominent targets for n-3 PUFA effects [1] , have been lacking. Our analysis on these cells had two main objectives: firstly, to explore the effects of DHA supplementation on changes in endothelial gene expression under resting conditions; and secondly, to evaluate the effects of DHA on changes in endothelial gene expression under pro-inflammatory conditions. This latter goal was accomplished comparing the gene expression profile of IL-1β-stimulated cells with those of cells treated with DHA before IL-1β stimulation.
Fixing rather stringent analytical conditions of FC and significance (cut-offs >1.5, P values <0.05), under unstimulated conditions we identified 188 genes as differentially expressed by DHA. Taking advantage of ranked gene expression pathways, the results revealed that pathways related to stemness, cell-to-cell signaling and inflammation were among those mostly differentially expressed. In particular, the canonical pathway analysis revealed the "role of Nanog in mammalian embryonic stem cell pluripotency" as the most significant signaling pathway modulated by DHA. This is an example of an unexpected and interesting result. The possibility that DHA regulates the expression of stemness transducers may provide an opportunity to use DHA and n-3 PUFAs in general to enhance the generation of progenitor cells or stem-like cells and enhance reparative functions of endothelial progenitor cells (EPCs). Despite the paucity of experimental data on the effect of n-3 PUFAs on EPC function, some recent reports support this hypothesis [28, 29] .
A classification of DHA-regulated genes into functional related groups revealed that DHA per se maximally impacts gene expression connected with cancer initiation and progression (best scored function annotation). However, although less scored, we also focused our attention on activities connected with cardiovascular system development and functions. The most cited genes gathered under this category are involved in the morphology of cardiovascular system and the regulation of blood pressure, and include TGF-β2, ANGPT-1, CD47 and CYP4F2, the first three of which are down-regulated, while the last is up-regulated by DHA. The TGF-β family includes a large number of molecules structurally and functionally related, acting as multifunctional regulators of a wide range of biological processes, including morphogenesis, embryonic development, adult stem cell differentiation, immune regulation, wound healing, inflammation, atherogenesis and cancer [30] . Despite their high sequence homology, striking differences exist between the 5'flanking regions of each such genes. TGF-β1 has not a TATAA box nor nuclear factor (NF)-κB binding sites, otherwise present in the TGF-β2 promoter sequence [31, 32] . Furthermore, while TGF-β1 and -β3 bind directly to the TGF-β receptor type II (TβRII), the binding of TGF-β2 requires the presence of a co-receptor, which may explain differences in activities of TGF-β2 and -β1 [33] . TGF-β1 is the isoform most extensively studied in relation to atherogenesis, with somewhat contrasting results [34, 35] . More pertinently to our results, it was demonstrated that TGF-β2 may specifically mediate neointimal thickening in LDLr -/-mice after carotid artery ligation [36] , and induces the activation of proinflammatory transcription factors, such as NF-κB, in various cellular models [37] . Furthermore, a synergistic cross-talk between TGF-β2 and IL-1β in the activation of NF-κB has been also documented [38] . In line with this pro-inflammatory cross-talk, we observed that IL-1β could induce TGF-β2, but not TGF-β1 expression; and that DHA treatment reduced both the basal and the up-regulated expression of TGF-β2, thus revealing another mechanistic explanation for the anti-inflammatory activities attributed to DHA. The mechanism by which DHA may reduce basal and IL-1β mediated expression of TGF-β2 goes beyond the aim of the present report and was not investigated further. However, since DHA is known to negatively interfere with the activation of the transcription factor NF-κB in the vascular endothelium [19] , the selective presence of a NF-κB binding site in the TGF-β2 promoter sequence [32] may help explaining both the preferential induction of TGF-β2 by IL-1β and the down-regulation of TGF-β2 by DHA. Previous reports investigating the effect of DHA on TGF-β2 expression are scarce. However, in line with our results, the expression of TGF-β2 was reduced in platelets of rats fed on a diet high in fish oils [39] . Interestingly, TGF-βs are extracellularly activated by the catalytic activity of trombospondin (TSP)-1, the receptor for which, CD47, also resulted down-regulated by DHA. TSP-1/CD47 interaction has been reported to exert pro-inflammatory activities in the vascular endothelium, inducing the expression of pro-atherogenic adhesion molecules and the subsequent binding of monocytes [18] and T-cell [40] , and to negatively interfere with the nitric-oxide (NO)-driven vascular smooth muscle cell (VSMC) relaxation [41] , and, as a consequence, affecting local and systemic blood flow [42] . We here confirm the involvement of CD47 in the orchestration of endothelial pro-inflammatory response to IL-1β, thus expanding the findings obtained by Narizhneva at al. upon endothelial exposure to TNF-α [18] . We observed that DHA reduces the basal expression of CD47, thus potentially contributing to the small but significant decrease in blood pressure generally ascribed to fish oil intake [43] . While a down-regulating effect of DHA on TSP-1 has been recently reported in adipocyte-macrophages co-cultures [44] , our investigation is the first reporting a down-regulating activity by DHA on the expression of the TSP-1 receptor CD47. Finally, among genes regulated by DHA under basal conditions, we observed the up-regulation of CYP4F2, a member of the cytochrome P 450 gene 4 family. In general, human CYP comprises a superfamily of heme-thiolate proteins that play critical roles in the metabolism of endogenous as well as xenobiotic-derived molecules [45] . Families from 1, 2 and 3 are known to be involved in the epoxidation of drugs and of other xenobiotics in the liver [46] , whereas the CYP4 -CYP4Fs in particular-are known to n-hydroxylate a variety of long-chain unsaturated and branched-chain FA, vitamins with long alkyl side chains, leukotrienes (LT), prostaglandins (PG) and hydroxyeicosatetraenoic acids (HETE) [46] . CYP4F was first discovered to metabolize and inactivate the pro-inflammatory leukotriene (LT) B 4 [47] . Recent reports have shown the expression of CYP4F2 and CYP4F3 genes in the colon of patients with inflammatory celiac disease [48] . In particular, the CYP4F3 gene resulted overexpressed during cryptic hyperplasia, while in remission stages a strong increase in CYP4F2 gene expression was observed [49] . These data suggest that CYP4F3 is involved in promoting colon inflammation, while the increased expression of CYP4F2 would mediate disease resolution. CYP4F2 has been also recognized to metabolize arachidonic acid (AA) to 20-HETE, a molecule endowed with anti-and pro-hypertensive properties [50] . Since DHA may be used by CYP4F2 as substrate alternative to AA [51] , DHA may exert anti-inflammatory and anti-hypertensive effects by both decreasing the AA conversion to 20-HETE and decreasing LTB 4 levels. The ability of DHA to interfere with the CYP4F-metabolic pathway through genomic ways is exciting, and deserves further investigations.
IL-1 β has long been considered to play a central role in orchestrating the various cellular changes that contribute to inflammation in atherogenesis [52] . In humans IL-1β expression is higher in atherosclerotic lesions than in normal arteries [53] . Studies in mouse models of atherosclerosis have shown a reduced atherosclerotic burden in IL-1β-deficient animals [54] . For these reasons we chose to challenge the endothelium with IL-1β as an inflammatory trigger to evaluate the interference by DHA with endothelial activation. In agreement with previous DNA microarray studies [55] [56] [57] , the gene expression profile analysis here revealed complex inflammatory responses comprised of up-and down-regulation of genes connected with several cellular processes, including cell development, cell death and survival, and cardiovascular system development and function (this last as the 5 th best scored change). Among the up-regulated genes, our microarray data confirm well-validated changes including COX-2, IL-8, MCP-1, IL-6, E-selectin, VCAM-1, ICAM-1, and fractalkine, all reported as IL-1β up-regulated genes in previous microarray studies [56] [57] [58] [59] .
As a second aim of our study, among the confirmed IL-1β-up-regulated genes, we then focused our attention on those of relevance for atherosclerosis and maximally counterimpacted by DHA treatment. Some of these genes were grouped in known canonical pathways, such as TGF-β2 and PDE5 associated with protein kinase A signaling; and CARD11, associated with the regulation of IL-2 expression in activated and anergic T Lymphocytes; while others, such as F11R, were not connected with any canonical pathways.
F11R, also known as junctional adhesion molecule (JAM)-A, is a small multifunctional immunoglobulin expressed by platelets, leukocytes, endothelial and epithelial cells, acting as a ligand for the integrin lymphocyte function-associated antigen (LFA)-1 during leukocyte transmigration [60] , a platelet receptor [61] , and a receptor for rheoviruses [62] . A prominent role for F11R in several inflammatory pathologic processes, including skin inflammation, meningitis, peritonitis, liver and myocardial ischemia, and coronary artery disease, has been recently recognized [63] . In particular, a significant increase in the level of soluble F11R has been found in the serum of patients with coronary artery disease [64] ; and significantly higher levels of the F11R mRNA and protein are expressed within unstable atherosclerotic plaques in association with the endothelium and platelets [65] , suggesting the involvement of F11R in atherothrombosis. In vitro and in vivo studies have shown that, under physiological conditions, a non-activated, healthy endothelium expresses low levels of F11R mRNA, and in this case the F11R/ JAM-A protein resides primarily within the endothelial tight junctions [66] . When endothelial cells are exposed to pro-inflammatory cytokines, such as IL-1β and tumor necrosis factor (TNF)α, mRNA and protein levels for F11R rise significantly, followed by the insertion of newly-synthesized F11R molecules into the endothelial plasma membrane facing the vessel lumen [67] , thus providing the endothelium with new pro-thrombotic and pro-adhesive properties. In agreement with previous data [68] , we observed an increase in F11R mRNA expression upon IL-β stimulation. We also observed that DHA pretreatment antagonizes IL-1β-mediated increase in mRNA levels of F11R, an anti-inflammatory effect never reported before, highlighting potentially new mechanistic explanations for the anti-atherogenic and antithrombotic effects of DHA. The presence of NF-κB binding sites in the promoter of the F11R gene [69] may explain the down-regulating effect exerted by DHA, confirming for DHA the repeatedly described interference with the expression of NF-κB target genes [19] . NF-κB activation indeed represents one of the foremost mechanisms responsible for IL-1β-induced endothelial activation. Similarly to many activators of NF-κB, this occurs through the so-called canonical pathway, whereby activation depends on stimulation of the IκB kinase (IKK) complex. IKK in turn orchestrates the phosphorylation and subsequent degradation of IκB, a protein that sequesters NF-κB (particularly in the form of RelA/p65) in the cytoplasm. Upon IκB degradation, NF-κB is then free to translocate to the nucleus and stimulate transcription of various pro-inflammatory genes [15, 70] . In our previous work on the mechanisms by which DHA interferes in the signaling leading to NF-κB activation, we have shown that DHA inhibits at least two molecular switches involved in NF-κB activation, namely NAD(P)H oxidase and PKCε [19] . The present data suggest an additional level of interference in the signaling pathway leading to NF-κB activation. We here observed that IL-β induced, and DHA counterreduced, the expression of the Caspase recruitment domain (CARD)11 mRNA, which encodes for a scaffold protein involved, upon trimerization with B-cell lymphoma protein 10 (Bcl10) and Mucosa-associated lymphoid tissue lymphoma translocation protein 1 (MALT1), in the activation of IKK [71] . In spite of generally reported tissue-specific expression of CARD11 in hematopoietic cells [16] , a recent gene expression analysis has recognized the expression of CARD11 also in endothelial cells and its induction in the endothelium within a hemangioma [72] . To the best of our knowledge, this is the first report describing an induction of CARD11 by IL-1β in endothelial cells and its direct involvement in the induction of pro-inflammatory genes. The down-regulation of IL-1β-induced expression of CARD11 by DHA is therefore an additional mechanistic explanation underpinning the anti-inflammatory effect exerted by n-3 PUFAs. Endothelial dysfunction, reflected by reduced NO availability, is recognized as a causal factor in promoting atherosclerosis [73] . Synthesized from L-arginine through the catalysis of a family of NO synthase isoforms, NO activates the soluble guanylate cyclase (sGC) and the subsequent generation of cGMP, which in turn, by activating protein kinase (PK)G, serves as a final modulator of vascular relaxation and platelet aggregation [74] . N-3 PUFAs have been shown to increase endothelium-dependent vasodilation in coronaries arteries of normal pigs [75] and in isolated rat aortic ring preparations by enhancing the release of NO [76] . Our current data now suggest an additional interference by DHA in the NO-sGC-cGMP axis. Among the most cited genes up-regulated by IL-1β and down-regulated by DHA, we found the one encoding for PDE5. This enzyme selectively catalyzes the hydrolysis of cGMP into GMP, thus curtailing NO signaling [77] . The importance of cGMP in NO signaling has encouraged, in the past years, the development of PDE5 inhibitors, the first one being sildenafil [78] . Nowadays, PDE5 inhibitors have approved indications for their use in erectile dysfunction and pulmonary hypertension, and have a potential in the treatment of pathological states featuring endothelial dysfunction, including diabetes and the metabolic syndrome, heart failure and Raynaud's phenomenon [79] . DHA appears in many aspects to reproduce the therapeutic potential of PDE5 inhibitors, down-regulating PDE5 mRNA levels induced by IL-1β. To the best of our knowledge, no previous report had described activation of the PDE5 gene expression by IL-1β, or the related down-regulation by n-3 PUFAs. The presence of Sp1, AP-1 and AP-2 binding sites in the promoter sequence of PDE5 [80] may account for both PDE5 mRNA induction by IL-1β and the modulatory activity exerted by DHA [81, 82] .
In conclusion, the data presented here yield novel information on cardiovascular health effects linked to n-3 PUFAs and fish oil consumption. They demonstrate that exposure of human endothelial cells to DHA causes deep changes in gene expression that may prevent endothelial dysfunction and protect the endothelium from the occurrence of atherosclerosis under basal and, more relevant, under pro-inflammatory conditions. Several pathways here shown to be regulated by DHA are new, and suggest promising reinterpretations of the therapeutic potential of n-3 PUFAs and of their role in modulating activity and function of EPC and stem cells. Being ours, to the best of our knowledge, the first report in the specific endothelial research area, we were unable to produce comparative evaluations with similar literature reports. However our data point out to a global interference by DHA with the expression of NF-κB target genes, as well as with modulators of such activation, confirming and expanding the anti-inflammatory and anti-atherogenic activities highlighted in vivo [21, 23, 25, 26] and providing new molecular explanations to evaluate the role of fish oil-derived n-3 PUFAs in the context of diseases featuring endothelial dysfunction. 
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